H 2^ a # jr 

JAPAN PATENT OFFICE 



Rie'dPeT/PTO 22 DEC 2004 

PCT/JP03/07906 

^ ^ 23.06,03 

iO/518749 



wiTh 'this' C?ffice^^^ ^""^'^^^ " ^ ^"""^ ^°Py °f ^''^ following application as filed 



m m ^ M a 

Date of Application: 

ai M # 

Application Number: 
[ST. 10/C] : 



Applicant(s): 



A 



2002^ 6H24B 

#M 2002-1 82386 
[JP2002-182386] 



*± mm 

4'ULi # 




PRIORITY 
■ DOCUMENT 

I SUBMITTED OR TRANSMITTED IN 
, COMPLIANCE WITH RULE 17.1(a) OR (b) 




\ 

J 

) 

) 

\ 

1 
) 

) 

\ 




tBiE#-^ miE#2 003-3059070 



2002-182386 ^--J : \/ 



mmm^\ tb-m-ooi 

mm^Vf^m\ C12N 5/06 

[^^1 #± mm 

imTintmm\ ^mm^=^ti]h<r>m. 3-15-29 



[Mm^^\ 000002956 

imx-^itrnmi ^^jmmm.%i^mmjm.A -1-3 
#± mm 

[ttBffX{±©B^i #^;iiir@^'TiTajoa3 - 1 5 - 2 9 



miE# 2003-305 9. 070 



2002-182386 



'^-v: 2/E 



[m.'Sm-^] 100095832 

[R^xit^m mm 

If^-^m.^-^] 050739 

[^#^01 21, ooon 

[%#^] B^ia« 1 

[-^^tSttt^^-^] 9712154 



mi£# 2003-3059070 



#M 2002-182386 




m^^mii^<D:^y&r. K^#m^srr^^^#LT. (scs) =^ 

umms] nm (a) (j^m^c, 
(B) m.mimmmm}^Mm^ (bPCF) Rxfy^xit±&^Mm^ (egf 
) <r>^^r. ^^^mmmm^=T'<7)^^r. mum (a) T^ibtifz^mmm^m 

(SCS.) =S:^^-t-^X5g, 

[it^:^6i Jim (B) tc*5it^^«;6^ (A) xnhhfznmmm 
^mm^ (SCS) mmmm^'f'^^WLfzmmimm&nt^^m^'tx 

m^^j:js.^<D:^^T. ^^'=>:^mmmmwmm^mmir (bPCF) i^z>'yxit± 

^^SHT- (EGF) o:j^>&T> ^X®. 

^^T^v\ -e^xtiJ:*). (SCS) If 

[ifm:^8] x^ (A) omz. 



miE# 2003-3059070 



0 0 2 - 1 8 2 3 8 6 

(B' ) mmm&i^wmm^^m^ (bFOF) Ri/yxit±&^^m'^ (eg 

j^^o^^T. am (A) Tm^tifzmmmm^mm^ (scs) mmmm 

o 

im^m9] nm (a) om^c, 

(B) iM.m^mmwmm}&mm=F (bFCF) Rx/yxii±&j^Amir (egf 
) o^^T> ^-^mmmm^=?-<o-^^T. mum. (a) x-ni^tifz^mmm.^m 
mi^ (SCS) ^mm-t^nm. rv^ 

(C) bFGF:?5:O^VX{iEGF(7)^N#^T> ^Xfl (B) -e# f> tLT^: S C S ^ 

[w^:^! 0] ^m^mmwm^^m.-S:m^ (bFCF) Rz/yxii±^m 
ftHT- (EGF) <7)w:^i^T. ^^-^^T :^ h u-iy^ Ymit^Mxummit^mtm 

[ft^:^ 1 1 ] m^m 1 ~ 7 v^-r^;6^ 1 mi^tmowkm-i^mz x ^ mn.n 
imim 1 2 ] jm^^i^ $ ^ . ^^]^ 1 0 fam<^#»iffl!ao 



miE# 2003-3059070 



#M2 0 0 2 - 1 8 2 3 8 6 ^->?- 

[0 0 0 1] 
[0 0 0 2] 

[^'f>'(Bain, G.)^, Dev. Biol., 168:642-657 (1 

995)] ; 

CE B (embrioid body) t^^n^ H'^®L^ ME B ^ilKiLrt^O^^a^tr 

^iffl«ftHT- ( b F G F) ^^TKi^mLx-wm^mm.^<r>»itmmz *, v> 

[^:^;-^(Okabe, S.) ^, Mech. Dev., 59:89-102 (1996)] ; 

(DmbL/zx V'a~^mm.±.x'im.nmik^i^mir^^t\,zx. nn^-^^fM 

(SDIAfe) [:^7 7 -y-^ (Kawasaki. H.)ib, 

Neuron, 28:31-40 (2000)] 

(DfijflL^raiaWH^ (LIF) 0^:&T. ESTO^^^^^L. ES^MfflC^ 
0.2 %^^i-'2>#M#^ia^^ib neural sphere ^rf^M't-'&^-^L 
h n ^ y ^ (Tropepe V. ) , Neuron 30: 65-78 (2001) ] 

m7^£iyiix\^^^o z.Kh<D:}5mziiix\,t. V^J yw.^zi.h 

M(Dmm^<7)m.^.-^^(b. n^Mmizm^^^fzif><7)mmi:-f-^mi^-t^zti!)m 

mx^ ^ (D ii^WskX ^ h o 
[0 0 0 3] 



ttSlE^ 2003-3059070 



#M2 0 0 2- 1 8 2 3 8 6 ^-i/ 

flt-^^^o nm^mm^^^it^j^^^m-rtmwLi^m^'t^^mt lt. Ne u r 

o s p h e r e ^;e>^?SjZ$ tLTV^^ [l^^ / ;^X(Reynolds, B. A.) J. Neu 
rosci.. 12:4565-4574, (1992). y ;i'X (Reynolds, B.A.)f>. Science 255: 
1707-1710 (1992)] o miBN e urospher emzXtiit. J!S5&-^^^L;t 
#^MI&*^tfMW£r.> N 2 ^» CN2 supplement ;>r>Xi;>, 

-blx^^lSiO^VnrXT-nv) t 2 0 n g/m 1 ±&mmm^ (E 
GF^v^^) :S.0'VX(i2 0 n g/m 1 b F G F h =Sr^tf DMEM : F - 1 2 

:^:^^>izm^'r^^n. mnmm^ (Neurosphere) ^mmv. r?-m 

^m-cmm-t^h Z ^T^^^-eg ^ X 9 tc^&^o tlrlBN e u r o s p h e r e {±. 

Neurosphere om^C ^ "C:^^ L. ^SiEiiH^^^-^ 

tfiEjfiLvt^:fe-emm^:^«t- ^ Wtf. Neurosphere ^fMt*^ 
(ie^M) *^^$tLTV^^o L55>t5&>5^^, Neurosphere {± 

[0 0 0 4] 

tfz. Neurospher ei^tl±m^j:^yj^t LT. ^iPl4<^)*MT'=r- 

^mi^m^n^^dZfj-m (Palmer, T. D. ) h. J. Neurosci., 19:8487- 

8497 (1999)]> l&^Jt-tr^^i^^LT^fM^m^ ^ >^>fbLJi3tt=^^T=Sr 9 ^ 

[V-r(Ray, J.) Proc. Natl. Acad. Sci. USA. 90:3602-3606 (1993) . 
^-v^(Gage, F. H.) e», Proc. Natl. Acad. Sci. USA. 92:11879-11883 (1995 



2003-3059070 



# M 2002-182386 

^ o 

[0 0 0 5] 

LfcTS^^oT. Neurospher e 'mRZ/^m^m^<D\.^i'ti<D-nm^i3\^^ 
[0 0 0 61 

l§^m:^m^k LXo t^^ mm] 

o 

[0 0 0 7] 



ttJiiE#2 003-3059070 



^m. 2002-182386 ^-v? 

^^ET. mimmm^i^m^mLx. mmmvtmm^ (scs) ^fm^^^ 

C53 Xm (A) 

(B) mmnmmwmm.^Mm=^ (bPCF) Ri>*yxii±&&mm=f (egf 
) o^^^ET. /6-o«^^^:f-o:i?^£T> ^xfi (A) xw h fifz^mnm^m 
mi^ (SCS) ^:^«i-^xe. 

C6] urn (B) (cibnt^:^«75^ (A) x'i^hfifznmmmmmi^- ( 
SCS) mnmm^^^^wLtzmm^^mmnt^mm^^xn^j:i^ij,;h 

(D^^T. ^-oii&^mmmm^Mmi^ (bPCF) Rz/yxit±&mMm^ 

(EGF) co^^T. Ettl^TO^f^^:^^t-^Xa^ 

'^^T^v^ ^inzx^. ^mummmmi^ (scs) rtt3i*^#«^t#;s>, ^ 

C8] (A) (D^Z. 

(B' ) tl*ttlijilMfflM:RH^ (bFGF) Rl>^yXii±&^Mm'^ (EG 

^^<^^^T> x@ (A) xn^^fifzmmnmvtmmi^ (scs) ^his^* 
C9] x^ (A) om^. 

(B) :^*ttlSil^iflM:SH^ (bFGF) :S.tF/'X{i±&^«H^ (EGF 

) (D^^T. ^-•omm^m^^<D^^T. mjim (a) xw'^tifznmmm.^m 

^# (SCS) ^^SI-T'&Xjg. J^V' 
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#fiS 2002-182386 
(C) hFGFRX/yXitEGF(Dm:^:&T. miM (B) X^WhfifzSCSt 

ci 0] ^m^mmwmm}^-mm=f (bPCF) Rx/yxii±&m^m^ (e 
Cji 2] /^Mi^^^tLT^^. Huffi [10] umo^i^nrnm. 

Cl 3] Ifrtfi C8] Xti Cl 0] fBm<^>^3t:^^CJ: l9#P>tL^, ^®6<J(C# 

mi^m\.tiifz^j.-t£<t^\m.^^^Lxi^h^ i^ris ci 3] ismonweutc^ 
m^^fz^mmm.. mmz 

[15] Bufs [9] %m.<^u^ii'^\zi\)%hicih^ ^nmz.^m.^fifz'^^^) 

[0 0 0 8] 



ttJlE# 2003-3059070 



0 0 2 - 1 8 2 3 8 6 ^-v' 

[0 0 0 9] 

n^fifz^^^m-t^o 

[0 0 10] 

o 

[0 0 1 U 

[0 0 12] 
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2002-182386 ^- -J 

[0 0 13] 

sL-uy, GABAf1^l&14-a.-n;/, ^ V W^U/tt-^-n ^^^^s^tf t,tL.g, 
W^fi^ho tfz. GAB Af-^SIi'tt-^-n JCpMtt-^ - n ^T'$) «9 . iifij 

[0 0 14] 

rmmmm^y^^^n (gfap) <^ii3s=&#i§^i:i-^o $7t. mf2T;^hn 

[0 0 15] 

(A) TT^Yu-^^ MlKb^«{±mP'fb^«fet||^6<Itc|W|^^^^<7);j?:fcT. 
Ett^«^r^^J#«LT. MJ!a^;|^^M*#: (Stem Cell Sphe 
re ; SCSi:v^^) ^lim^'^^lM^^ts:fjm 



taiiE# 2003-3059070 



#112 0 0 2- 1 8 2 3 8 6 • 10/ 

[0 0 16] 

2^f&B.gicfflv>P,tL;5TJ^ Vmit^ma, T:^}>n^^ Y(Dm^m<r>± 

y:^v-u> '■^'x^vj-^'f >(Bottenstein) h, Proc. Natl. Acad. 

Sci. USA, 76:514 (1979) ^*#BS<Oit] *^tp. a^^^ 

m (DMEM) tF-1 2i^-mt<Dtg^i^m (#m=i : i~i : 3) ;j^t 

^ mt^^^^^Mi rDMEM:F-12j LTfflV^TTX 

m<Dfztb(r>m^^mt lt{±. mieDMEM : f - 1 2<Dmiz, m^ii. dme 

F- 1 2 . MEM> N e u r o b a s a 1™ C^">^:^ \^-T-)l'J^)\^(G 
IBCOBRL) ^±m'] m^^mfhti:ho ^fi^(Dmmt. n^lf. 7Vva.--(Frs 
hney, R. Ian) ^ • :f • T^T;Hr;uX • T • "T^jlT;!/ ■ - 

^--yy^ ' T-^^y^^ H 2 )iS (Culture of animal cell A manual of basic 
technique. 2nded.) , Alan R. Liss. Inc., 66-84 (1987)^<7)fS^lc^o'iil 

^<D:fj^ [yN'>':*- (Banker, O^M, Jl^'f- ^' V > -feJl/X (Cult 
uring Nerve Cells), (1991), ^ :i.i^r ^ -r ^ ~ -7° (The MIT Press) (<>- 

F-i2,MEM^) xmm^^^^tKxioipm^fi^ 

[0 0 17] 

^^^«rv^v^ r:^YV3^y( v<Dmmm-^^h. m^^hKfzm:^^M<Dm^tr:P^ 



ailE# 2003-3059070 



!Wm2 002-182 3 86 



^-P: 11/ 




[0 0 1 81 

1 2 9 s vmnm. * - ^)v^^<7^ c MK - 6 mmMm-h^mfhfi^ 

[0019] 

DMEM : F - 1 2, DMEM. F- 1 2. MEM. Neurobasa 1 ™^ 
[0 0 2 OJ 

it. mmm'\±^mm(D^^m-mmizm^^^fi^mmmm<7yiK^^ii. ssmmr^^ 
iiKmi(7)m^. 3 7X:m^k. mx.it. s7V±o. 2V. co2»i^5% 

m^k. mx.it. 4. 8 ~ 5 . 2 %. 1 0 0 vl Lv^o ^-f^^fi^J 

: 1) 2m 1 ;ii^Ao7^:3 5mmT''f vo-cfi, 3 7r> 5% cOz R 

?>'10 0% M#H^TT% 1^1 0-2 O^^ig^f ^^i:t;J: ij^f'^^tt^ 



ffiiE# 2003-3059070 



002-182386 ^--y 
(DCMK- 6 mjm<Dm^^ HtrlBT^ hn-9->r Y wiit^m tm^T ^ Y u ^ ^' h 

3 7X:.^%^5% C02^t/ioo% M#H^T-e. ^1 0--2 om 
mm^mm<7>±^^it. um4 o o-s o 0;«mT'^^^t5&?Ms tv^o 

[0 0 2 1] 

T. 4-1 5 0. $ft L<{i. 10-1 2 BOcfM$tL<?,o '^io. SC 

10 0 2 2] 
(A) (omz, 

(B) bFGF^O^/'X(iEGF<^^:&T. ^^Offll^^iP^^O^^tT. SX^ 
(A) -e#P>ttfcSCS^:^«t- ^X@. 

HlrlBX^ (A) Oft5bi9tc, 
(A' ) r;^hn-9-^ MHb:^^3^{i^PI^[>^^^^^gQ«,j,,g,^^^^^^^^ 

[0 0.2 31 

m^-^m2i.zii\.^x. mmum (a' ) ^^ff^j:oztizxy). scsi*iir^*o 
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#M 2002-182386 



^-'J: 13/ 



[0 0 2 4] 

imm\i\:^mtmMmizmm^j:^^t. Neurobasal B-2 

7. DMEM:F12. DMEM. F12. MEM^t<7)U^m^mfhti^o 

mm^iz^if^ b F GF<7)mmit^ mm<D^i\:<Dmmtmmmm(omm^u 

mt^ir^iz^m^^^mj^,:^-^. m^l£. lO-SOng/mK UtL<tt 
. 1 0-2 0 n g/m 1 -e^^dii^i^MS Lv>o tfz, mi&^Kidif^EGF<7> 

mma. mm<7)^^t<7)nmmi:-t^i,z^m^^^m,^.i!>-h. Mx.(i\ i o-s o 

n gym \ . 0tL<l±. 1 0-2 0 n g/m 1 "e^^^t^i^t Lv^o ^"blc 
> bFGFi:EGF tSra^^^^Tffiv^^:^^, -a^Hx-J^. bFGF€rlO-2 
0 n g/m 1 (D^m. EGFt:10~20n g/m 1 Oj&Jt i ^ icil-^L 

[0 0 2 5] 

2|s:|&BJtl:fev^T{±. mifib FGFS.C^^EGFOft^f) tc, ^ b F G F25.^>'E G 
[0 0 2 6] 

Xm (B) tifflv^f>tL^^i|fetcjoV>T. BulBTX h h®iKl::^:^X{±MSII 
iti^i&tmmmzmm^j:^^t. WiaNe u r o b a s a l B-2 7. DME 
M: Fl 2. DMEM. Fl 2. MEM^t<Dm^itli. ^mittLX. 1 : 1 
~1 : ST-^^ C: Lv^o 
[0 0 2 7] 

n^>i^-f->, vh';r;m (BD Bioscience) mi^mif^fi^o 
[0 0 2 8] 

^fSXa (B) KiSif^mmit. Xm (A) -e#ibtLfcSCS lffl««:^ 



tlliE#2 003-3059070 



Wm 2002-182386 



^-v: 14/ 




[0 0 2 9] 



ymmmit^mm^m^^my'-'. 3 7t:T'3 0-90^^ 
:^^:x^^h-rtL(fj;<. y^Yu^ir^y^mmMm^tx^xm^^h^^. i 

-i>*#^, :^flfe-ei 0-2 0^g#|I^LT3 7 IC-C 1 BtP^mi'T h -ftLt^ 

[0 0 3 0] 

mn.^mmmK s c s ^mrn-t^ c ^ i ^ 

[0 0 3 1] 
[0 0 3 2] 

mifiX® (B) tC:fett>?>:^^^#{i. fflv^ "btL^ S C S <7)ft« t ^^JEtt# 

mm(Dmmizxi)m±mMi'^^t-^^x^^^m^i^. ^m^^<D±^^i±, 3 
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J|#M2.0 02-182386 



^-v': 15/ 



m^i^. 2ml <Di^iiL:^^X'ofz3 5mmr^ -yi^^^, l~20'fa, 

^m^(7)^mi, ■7'i7xo%>^, 3 7vm^k. mK.it. 3 7v±o. 2t:. c 
02 i^^5%m^k. mK.ii. 4. 8-5. 2%, m^i 0 o%x-^^zti:)mt 

L<, 3 7''Cmm. m^if. 3 7'C±0. 2 "C. C02^J^5%m 

'B^flx.tf. 4. 8-5. 2%. ^Sl 0 0%-e^>^^ t^J^Mt Lv^o 
[0 0 3 3] 

19 m±mm-r ^ C: ^ 7&^'T- § . -7 X fi3|tKtt^igiaco:#^. 5~10B-e*^^ 
t:^^mtL<. •^)l^<Dm^. 5-2 OBX-$>^Zt-^mtL\^^o 
[0 0 3 4] 

mmum (b) tii5v>T{±. r^^^^it'. ^i^'&^kb mx.it. i Br^i 

[0 0 3 5] 

mK.it. 2-7 Bxn^m^ii^ nm^mmit. 2-50. t<(i. 2-40 

. SCSti, 1&fB??3t^#0##T. m^-it. 4-1 5S-ef^^$tL> ##^#|ffl 
4-70. $fiL<{i. 4-5BhV^^B<-=i<M^rBltC#ib:h.^tv^^ 

[0 0 3 6] 

■9--r }^mit^mximBU\:^mtmMmizm^^j:m^t. m^-it. Ne u r o b 

a s a 1 B-2 7. DMEM : F 1 2. DMEM. F 1 2> MEMmt(Om.^ 



tblE# 2003-3059070 



0 0 2 - 1 8 2 3 8 6 v^-v? 

nmm<omm^mmti:-t^i,z^m^'t;hm.^.i!)^h. m^i£. i o - 5 o n g/ 

m U 0t L< fi. 1 0-2 0 n g/m 1 T$>:hZti^^mt tv>o tfz. i^m^ 

K^if^ E GF <7)mmit. mmo^^t(Dmmmtnm¥^mm<7)mm»uti^t:-\'^ 

t^l&ti$-fr^SI.>^>t>, -Cajx-f^. 1 0-5 0 n g/m 1 . iift L< fi, 10-2 
0 n g/m 1 T^^Cl^^^sM* Lv^o i^PjIi. b F G F t E G F i: ^m«5^'^t>-li: 
Tfflv^^E.:^^. 15lJ£{f . b F G F =^ 1 0 - 2 0 n g/m 1 (Dj^m. E G F =^ 1 0 
-2 0 n g/m 1 (7)mmt^j:^X^ i^^^Lxm^^X i> X\^^o 
10 0 3 7] 

3 7x:m^. mx.i£. 3 7V±o. co2Mm5%mk. mK.it. 4. s 

~5. 2%. ?Sjgl 0 0%-C^*^Ct75>^^ Lv^o *#:6tJtC{i, -T^;;?;fi5^<^H 
Klieia^Xfi'^ ;^ ^^(D 1 2 9 S V^m^O%>g-, mie^flfe 2 m 1 t^^Ao 
3 5mm-7'>r u/.va-tti^ 3 7t:, 002:^0^100% M^H^ 

T-e. ^1 0-2 01S^:^«-f ^C^itcj; !9tT:&:btL^^o t/::. ijc:.^^^)]^ 
^^(DCMK- 6 m^mom^. mtmit 2ml7l)^X'^fz3 Smmr^ yl^^ 
3 ^^4" 5% CO2 0 0% M#a^T-e. ^1 0-2 0 

[0 0 3 8] 
[0 0 3 9] 

ttrlBXfS (A' ) (Ci5V>-r(i. . il^^^^^ 1 0 

mm. 2Bmmm . MW^J:Wimt^:hX^l,z. bFGF:?5.tK/X{iEGF<S:^ 



i±if£#2 003-3059070 



#M2 0 0 2 - 1 8 2 3 8 6 ^-^j 

[0 0 4 0] 

turn mm^mm<Dmm.^^2] Kxtn^, m\^^hti:hmn.nmm<ommizx 

m^l£. 2~70T-fM$tt. •nm^mma. 2~5B^0tt<Ji. 2~4H 
[0 0 4 1] 

^i^htifzmm^. Mm. ^m. mm. mm(D^mn^^.\Hi<z^mL. ^^L-n 
p^mmt. mm^mzUQK.. ru^-rir^z^^vp> (Brdu) <DM^vi,^iz 

[0 0 4 2] 
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002- 1 82386 



^--J : 18/ 



, 15%mT> XnntL<i±. 10%mT. ^hKmtL<ii. 5%j.:jit. # 

mm^u^<omi^m. ^fbn.fzmM.izi oo^5&>it'i).r^tcj;J5, ^tB^tt^ 

:^(Sinith) f>O^Bff'-^^nv-T;V'r2-i;XA[Add. APL. Math., 2, 482 (1981)] 
^ K;W-r> (Needleraan) ^OsJ^^n v-Tv ^ h T;^3*'; XA [J. Mo 

1. BioL, 48, 443(1970)]^ Smith-WatermanT;Vrrv Xa. Good-Kanehisa T)V 
=f'}XA, BLAST T;urf';XA. FASTA T;l'=ri; XA^^^^fflv^ibtt^ 
[0 0 4 3] 

. ^^&m^mt:^fj:')Cit^^x^;bo mmt. mm<D-;j^ mK.it. 1992^ 

, . 7^';~&-9->Xtt (J o hn Wiley & Sons, Inc 

) WiTs Vb> • E . (j ohn E. C o 1 i g a n) ffl^, Hvy 

y ' y'n hn;i.X. ^> .VAyPv- (Current Protocols 
in I mmu n o 1 o g y) ^) t^fam<7):^&tctJev\ ifk^n^ffy^ ij ^ 
^>^^^m^m\^^X. mW^j:m^. ^^^\ yyh. -r^:^^ ^^'m^ 

:^mi-^^ti,zx ^nh^^o 

10 0 4 4] 
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#M 2002-182386 



^-i^: 19/ 



[0 0 4 51 
[0 0 4 6] 

tmm;is>^jfli. M%mB.. mu^m. "^mm^. muMmzisif^^mn^m 

[0 0 4 71 

immitmMtmMmzm^^£m^<7):^:&r. (a) x-n^^titzscst, 
^mmt LT. mm<D2: ^ k Lxn^^.nrznfmmm,^. b f g frvxxh 

[0 0 4 8] 

mwjM (B' ) y.\mwy{kxm^^hP^^^iiktLx\t. HtSBr^. 
ymit'^^x^mmit^mtmnmznm^^n^^t, dmem:fi2. dme 

M> F 1 2. MEM. Neurobasal ^(D\^^-fili)^<Dl^ikt(Dm,^?^^-h^ 



ffiiE# 2003-3059070 



002-182386 ^->? : 20/ 



^^ Mx.{^> 3 5mmT^ yi^jLX'2ml<7)^mi)^X'otz-^mM^. 1~20'|® 
.UtL<ii. 1-51@. iii)^tL<ii. l-21@-e^^Clt^&sM^L<. •9- 

3 SmitiT'-f v vaLT'2m 1 <O^Sf^>43, 1 
~2 01@> 0* L< (i> l~5jS. J:f)$fSL<(i, 1 ~ 2^-^*)^ C iiTi^^i 
Lv^o -7^;^<^)%^, 3 7t:Huf^. 3 7^ 

±0. 2^. CO2 ji^5%|frf^. ^Jx.(f, 4. 8-5. 2%. MJglOO%T- 
*^:it^sMiL<. 3 7X:W^. m^it. 3 7V±0. 2V. C 

O2 jiS5%mm> 4. 8-5. 2%. iSJ^l 0 0%-e$>^ia::^»-'MS 

[0 0 4 9] 
[0 0 5 0] 

fix 1-70. ^tf$L<{i. 2-5 0^:v^^:i|<^<^^tc^|t>;K^tv>^'g 
[0 0 5 1] 

iL\t^y^^^n(r>^M^^^^^^^^. m^\t. 'itffl<7)EL I SA. %^m^m 



miiE# 2003-3059070 



2002-182386 



^--J: 21/ 



[0 0 5 2] 
[0 0 5 31 

> MMj^m, ^glJj'f^. Bi«^#Hibnt^#*2S^IS5ie-.o/Sffl,5.^ 
[0 0 5 4] 

< i^VTgBfla=Sr#^|||,^>?>. 0$L<fi. X^g (B) Of^. 
(C) bFGF:2^t>VX{iEG.FO#^^:ST. KXfl (B) l:1#f>tL7^c S C S i: 

[0 0 5 5] 

Hm. (C) t:'fflv^ibtL<g,igjfe^: LT{i. Neurobasal B-2 7™ 
i^y'n }£-r-)VaL)V{QimO BRL) 1 ~ 2 DMEM : F 

1 2 N2 mm}m^m^fhfL:ho ^m^k^kt. m^^hn^scscomii^mtis: 

3 5mmT'^ y vj-Xfie Omm-r-r 'y'>ji--e£b'2>«Ii:7!>^^S^ Lv>o SC 
^^^S't'. 1-2 0^0. «ftL<{±. 1-510. J:>)^e^t L<{i, 1-2'(@T-^ 



miE#2 003-3059070 



#M 2002-182386 



^-v*: 22/ 



2ml(D^mWm'. 1-2 O^i^ «ftt<(i. 1 ~ J: $f t L < {i. 1~ 

2m-r:^^zt^^mtL\^^o ^hiz^ ^m%m<7y^i^ii. '^^:^<Dm^. six: 

mm. mx.i£^ 3 7r±o. 2V. co2mm5%mm. 4. s-s. 
2 %. mmioo %T-^;s> :it^^mt t < . 3 7 icmm. 

sy-cio. 2'c, C02 mm5%mm. m^ii. 4. s-s, 2%wi«io 

[0 0 5 6] 

[0 0 5 7] 
[0 0 5 8] 

m^mn.^>^':^m (gfad ^<D§tm^i^mtLx. ^jst-^itfs^<^)i&^ 

X Mx.fi\ ilfflOEL I S A. t)li-^;2.c:<htcj: 

^ ?S-^t^ t L Tii^-r ^ c: ^: ^> § ^ o 
[0 0 5 9] 

[0 0 6 0] 
[0 0 6 1] 



ffitiEijf 2003-3059070 



#M 2002-182386 



23/ 



[0 0 6 2] 



h<D^m<Dfzib<Dm^^M (T^ hnHt-Y h^^^jfe) tLX. N2a 

: F-1 2^fflWco T;^hn-9-^ V<Dmmii, '7f7:^l^^BRX/^y hmiJ-M 
^fflv\ m^<r>:)jm (Banker, G.)^M, 7t?;i'^^0>^ -t 

(Culturing Nerve Cells), (1991), jiAT-fx-f— 7° 1^ (The MIT 
Press) (<^ > -f^^V;^) Hffl t^t^eoT^f =^of^o 

[0 0 6 3] 

mmmmtLx. c5 7BLy6'7y^<Dmmm mmtmms. sbb) 
mm<D:^mzx^xm^^tifzUKmmm. (mixm o^m) ^m\^>fzo 

[0 0 6 4] 

tfz^ i&mi 4B^<Dmm'^^^i)^hmmLfzmmmMm^. 10% (w/v 

) vJi^^jflLyt (FCS) *^tpDMEM:^^feT'3^7;i/^>' MC5&^$T-:^ 
«L7t:o ov>-e, %(^irLfzmm^m<^K. v^>-7^v>C (l/^g/ml) $r ■ 

^-hi:LT> 6 0mm7'V— h (1. 5 X 1 0^ ^ffljj^/^l^- h) ;5tt>'4 -^7 • 



[^WJ] 



ffiffiE# 2003-3059070 



Wm2 00 2- 182386 



^-'J : 24/ 



h (3X105 mmX'>j^)V) (D^fi^fitrmy'^fZo 
[0 0 6 5] 

19 1 0 0-^2 0 o^t^^idtcjtmLTto ^mmtLx. M^mmx\ 1 5% 

(v/v) yy^Tf?}- -b^A (Knockout Serum Repla 

cement) [^-jl^.T-JI^ lf-T-;l'ai;i^(KSR, GIBCO BRL)ttM] t 

> 103 U/m 1 SlftL^ia^H^ (Leukemia Inhibitory factor) CLIP. E 
SGRO, ' >^-«^v3<t-;P . y K (Chemicon 

International Inc.). :J^H*;i'7 *;U^T^'H] 2 mM L-^^;!/:^^^, 

lOOyuM ^'jSL^mr^ ymt, loOjLtU fi->^}v:^yhJ^^ y-)iyt. 5 

OU/ml 5 0//g/ml ^ M/"/ h -r-f v > ^^tf DM 

[0 0 6 6] 

7-1 OHm> Ktt^^Ba3n^-Oii:g^Si^4 0 0-5 0 0;umHtTiiM 
LTv^-2>yv- > DMEM (JflLvt:g:rJ^^-e<7)it!lO^:8'^^t 5fc v^) T2~3|1I 

^ii^^l-^i^ (#m=l : 1) 4". C02 ^^^^-jJ'-l^lT'^^^^^&tf 
=&oYco CO2 ^ >^^^-'$^-\^X-<7)mm^i^ii. 371c. ^^1^5% CO 
2 ^r>^l 0 0%M#H^-e^o7to i^^tcP^L. 3 5mmT-V y v^4'2ml 

(Dmmmxmi 0-2 o^@<^jKtt#m<^rrn^-:^^^t^co ^:jb\ 

[0 0 6 7] 

^^:^S4 B yn-^eT-*:^-^ v-i^ V v> (B r d U) =^ft^«-jtJg 



tliiE# 2003-3059070 



#M 2002-182386 ^-v? : 25/ 



#e>tL/::TO*> 4% (w/v) /N*^.i^;WAT;VT'Vl 0. 4M va 
M> 5 0mM ';>mM®?SpH7. 4 "C 3 0 L. 0. 1% (v/v) 
Triton X- 1 0 OiJitSt 1 0 % (w/v) B S A- P B S J; y 

[0 0 6 81 

rn>y^>^5^-f^<7)« (Stem Cell Sphere; iikT. SCSt 
R&i-) •^'>:^a3^iiL^>::^-f->tn;#t^4t:T'- Bfe-r h L/vTo ^fffb 

-if-^sm^ (mD°niS : LSM5 1 0) xmmLfzo miK-^ 

[0 0 6 9] 

nir:hm^^i^y'f-)}^tmm^fifz {Brdummm o l/z^^-px. mmscs 

[0 0 7 0] 

tfz. SCS<D-Ziz^fz:h^^pmmWKi3y^^X^ B r d UlC^-r^5fiv^viJ^ 
^;Wm^$tL7t (BrdUS^I^tt) o L^c;6^oT. l^ffiS C S OJUtc^fc^^ 

fzo i>^^^:hm^t. ^k^<o'RT-PCR<Dm^tTb^h. HfflBSC S<^Stc*7^:S 
[0 0 7 1] 

tfz. SCS^mt1^^t<r>mizi}:hmmizii\/^x. ^-:^'f->RX/B r dV<ot' 
-'^^KMLXii-y^'f-Mtmm^i^^Tb^'z^fz (^-J^^>l^'Kt5.y^B r dU^tt) 



tbfiE# 2003-3059070 



#11 2002-182386 



^-v' : 




[0 0 7 21 

^m^m^^ti^m-mmizx ^^^^fi;b s c s t*. mB.mmzmi&^Lfzmmik^ 

[0 0 7 3] 

^fiKMLx, :^mmm^zis\.^x. mmmm<D^m^mi<zm^^fzry^hu^ 

[0 0 7 4] 

ttz^ scs<D's^m,\zmLxm\^^^m'&mmm,(D:2u:=.^<D±^^^miLfz 

Ci6r. 7-9 li:=g"e^4 0 0-5 0 0/zm<7):^#$(^rrn^-:6?^l^/c 

2 0 0 ~ 3 0 0 ^ mlCffi^f^So 



aiiE# 2003-3059070 



#M 2 0 0 2- 1 8 2 3 8 6 ^-V. 27/ 



[0 0 7 5] 

12 WMI&^O^'fb 

m.'km (^mjfc=i : d C02 -f>^a.^-^-i*i, 37^. ^^4»5% 

CO2 :5.Z>'1 0 0% *PM#H^T'??^:^^^^ff'^o7::o 
[0 0 7 6] 

3t^« Lfc s c s ^mt^tmm^z.m^Lfzo 

[0 0 7 7] 

I 

. -r^XNikon) ^±m<^IE5:m^Pm^ (^p^p^S : Eclipse E800) IciJ^^fr^o. 
[0 0 7 8] 

[0 0 7 9] 
[0 0 8 0] 

I ^ ^ ^ - r V i o ^ S C S L X 

«t o T> s c s ot't^^-e^ig-i - u>izt x^jtmmx ^^zt 

[0 0 8 11 



miE# 2003-3059070 



#M 2002-182386 




^-i^: 28/ 



[0 0 8 2] 
[0 0 8 3] 

'i^°'J v^-en- h t/ci^^T-V -y v-^O^^flJtTj^B-^, 0. Img/ml 
0-2 0^§#f^tfc*7bUr;i^™ Cl^*-7=''f-/NM:^-9-'fa:.> 
>?.(BD Bioscience) thM] "tr;^ f> tc^gLaLTfe^^^^g^r-fW t/::o 4Br^?^ 

■e3 7*c. 5% C02 0 o%m\mm%'cw^mmmLfzo ^<Dmm. 

[0 0 8 4] 

itLm^m^mmm c-::?>(Nikon) nm'} ^^^^ scs:rc;'^-c-o^ 

[0 0 8 5] 

imm^^^^cfzo mm^<DB r dU(7)M]o^^imtmmmi trnm^m^tzo 

[0 0 8 6] 



iiiiiE# 2003-305 9. 070 



0 0 2 - 1 8 2 3 8 6 ^-v* : 29/ 



[0 0 8 7] 

iJ-X^^T H \zn-f:hm^K J: o T5^ < ^fe^ tiTiJ »5 , #m LTV^^:}:! 

\Z^ SCS>^m\ GABAf^gjtt-i~n>'(^'7-5&— e^^GADmf 
ta;#ic J: o T5t < ^-fe $ KX^ . #M LT v^^ ^> ^m^G A D l^ttT* 
^>^c: t7&-'^9;0^^o ^hi,z, m 7 ^ZTF-t o \z, S C S/J»^3i; ^f^idtt- j,^n 

> O -7 ^ ~ T'* ^ C h A T tC*t-r ^ JjL#tC i. o T5^ < ^fe ^ tLT ^ ^ h 
5!)>^o m-^. ins. EI6 25.t>'ill7tC^i-J:^lc, TH. G AD^O^C h AT<^-e- 

[0 0 8 8] 

B.<nmmm.^t^^\:X^;hZt:^^t>-A>^t:o tfz. HtrlBTX hn^f^ MiKb^ 

mmm^ m) nm^mm>i^nmmm-^(D^i\:^mz?^\,^im^i>'^-ssm 
'^'^^m^m^fifzscs:^mmmmmnx^mx^^m^it. 9o%i^j.±x^ 



mWEW 2003-3059070 



#^ 2 0 0 2- 1 8 2 3 8 6 ^-i^ : 30/ 



mim-r^K m<Dnmmm,-^mm^m.. mx.i£. dmem: f-i 2/N-2 

supplement^ Neurobasal B — 27 i^yn \£—r — )V 
J^;V(GIBCO BRL) 1=±^] m^z^-oXi>mmm^<D^^tT!}mi()htL^o C(D^t 

[0 0 8 9] 

^^■^h^t ^^'ji^m^i^x$> ht^Lhfiho 

[0 0 9 0] 

fries cs/5-t,#e«^o^jb^»jt> ■^m^mu^m$.^'^^fz^ 

t^^^«m<OSCS^. bFGFo:j?:£T. 3 Tt:. CO2 5%. 1 

0 0%<7)lin^#H^Til:^^L/io 
[0 0 9 1] 

fzo ^c^^wmi^hnrnz-w^mrmzw^^^fz, ttz. ^mmt^x, m 

^#^2 0ng/ml b FGF^-^trNe u r o b a s a 1 B-2 7<lrfflv^ 
T'Co l~2 0io§tc. ^m^fiZ^ bFGF=^2 0 n g/m nc:^^j;^tciff7ttc 
»L/io iE3^m^^^M C-=i> (Nikon) ttM] -Srfflv^ S C s:2^tf'?-<?5jgS 



ffiiiE^ 2003-3059070 



!Wjm 2002-182386 




[0 0 9 2] 
[0 0 9 3] 

[0 0 9 4] 

Ym\t^^h77sYu^^ \ Wf.^iis,iL(r>WL^^ij-h. bFGF=^^tfNe u r 
obasal B- 2 7 lc^x.-S> C t HJ: »9 , #0«^O^^t:;{,spp^j^ tt. 

7.^y m^(ry^m^mm>m-m. l s c s ^ ^mm. l r < ^ ^ t ^ „ 

[0 0 9 5] 

t /c. 1 1@<^ s c s ii-^hjuii'^'D fz-^m^mm,(r> uxi=.^ ^wm'Lfzm^^m 9 

^ i <h 7&^^t? 36^ ^ o L -C < ^ ^Ifm^fflmJi ^ ^ iciBia|S|±;6^^^ L T 0 . 

1 S C S ^#«b tL<g> C: ,h o N e u r o s p h e 

[0 0 9 6] 

sj>*-eo s c s hmm^mm^mi^ ^^^^hi}^x-^:ho 

miE# 2003-3059070 



2002-182386 




[0 0 9 71 

bFGFS-g-trNe u robasal B-27 4>. ^mmm^trnM^-^^h 

^^m 1 0 ic^-To m 1 0 Km^x n ic, ^^x^x^^mmmm^^mit^^^ s c 

Sti. Br dUUfttT^i). iitBr dUtft#:Hi;^^fe(i, S C S OS<0t|5^t? 
mi i:Jti^i-^t, Br dUc^^O^<^;6^^^#tcjA;6^oTv^^^i:;6^;b 

[0 0 9 8] 

[0 0 9 9] 

^i&M 5 

^mmmmt^mi)-^^ %m^2 o n g/m i bFCF^^o^^t crx hn-y- 

O2 ^>^*-«-^-|*iT*r?ig^^:^^T=feo^Co CO2 ^y^^^^^^p^x-<D 
i^m^^lt. 3 T-C. ^^4'5% CO2 :?^iy'^l 0 0%M#H^-e*ofco :^ 
^t^l^L. 3 Smmr-'-f -7 v^c}:>2m 1 <7):^«?^-e|^j 1 0-2 O-fSOJEtt^^Jig 

FGF^. r*^^«4'<7):^'#t/t^^ijnt^Co 
[0 10 0] 

wm^mABE. ^mm^. y'u^rir^i^^^)i;> (Brdu) ^^^wtm 



mfE#2 003-3059070 



#M2 0 0 2- 1 8 2 3 8 6 ^-v?: 33/ 



If^tLTtTOSr, 4% (w/v) ^N'^JhJl/AT^l/T-'li K. 0. 4M 
M> 5 0mM ';>mM®jSpH7. 4 3 0 53^F^@^ t> 0. 1% (v/^v) 
Triton X-1 0 0^a!.il<h 1 0% (w/v) BSA-PBSHi^y 

[0 10 1] 

y^y^>^lk<7)mm (St em Cell Sphere ;mT. SCSi: 

->L. ^hK. ^^^>^m'7^y^ifi,BT dvm.i$it4X:x-~m4y^c^-<'- 
mm-i>^si.^--hLfZo ^<D^k. nhKfzmmz^\.^x. ^^^r^^CZeiss) t± 

M<;o*^.,^,ix^Hf~^^.M^^ : LSM5 1 0) xmmx^fzo ^imm 
[0102] 

H^f ^-S b F G F <^^iiDlc J: f) . < ^ < J: < ^$0#^Jja'^f^i&-e# i 
ti)^7^^iXfZo 

[0 10 3] 

6 nmv fz-nmmmm,<o^^^mm.^<7)^it 

K^mmmK^^it-t^fi^t^^ i^^^m^tz^ M^^m^^t. b F G F ^#trN e u r 

obasai B-27t?scs ^i^m u mM-nmtmm. ^itmmw ^ 

t C)m.^m\z^^^ 3 7 "Citric. 5 %mmc 02 «^ 1 0 0 %M#ffl^ 



aiiE# 2003-3 0 59070 



#M 2002-182386 



^-i^: 34/ 



HI 1 2 iz^-to 

[0 10 4] 

Bmzit^ iis.\^'^mizmmL^j:^^hmMLx\.^tznm^mmi!>mnLxjt.ii^^ 
. ip¥mmm-^tr^m^^^^t'r^:it:^^h:^^:ho ttz. scsmm<.zf}m.^Kfz^ 

miiZ^^t-r^^t^^t>i,^^, i^mi.zmwkLtznm^mmi}-ib 

[0 10 51 

^-T'^^-^nv^TKm^fbS* (mr. THi:B&-r) , G A B A-f-^tljttz^ ^ - n 

ti<o^m^. ^'7-'^-i,zn-t:hm^^m\'\ mtmmmnzmf^h^^^xD 
^mtmmiz^ %mm.mt^^^mzxy)m-<fzo ^^^mi mi 4. mi 

5 liZW^-to 

[0 10 6] 

HI 1 3 \,z^-tx 9 iz, 'NFm^<Dnmmm<D±us^x k-zn-^ >i^m^-^- 
i^t^x\.^;bnmmm^i}^hT}im^<Dnmmmii'^it-t^fzifx>5: < . jgjtL 
iz^-tx^iz, m7^LtznB^mm.&^<Di[^mmm^^i^^^x, TjitGADt<D 

fzo ^hiz. m 1 5 iz^-t x o ^z^ Bmmi,znmi^mmM<o^u h:=-y'i:^ijn 
mmm^mmx^fzo ^^^(d^mx^), mm^^tz^mnmmimd ^ tKx 



2003-3059070 



#M2 0 0 2- 1 8 2 3 8 6 ^-v': 3£ 



®^U<D^A.f^mmmm^mmmt LTv.^<^-e. High Throughput Screen 
ing iZ'Z''W^j:^Bmm =^JI'Kf ^ C 1 7!)^X- § , 

[0 10 7] 
[0 10 8] 

4 1 iwi#tc s c s ^^!gLT. m^^fzscs ^^io^mmmmT^mM 

J£:*^o7t=rn^^$:?f^fifet/c^,^.T% bFGF^^trNe u r o b a s a 1 
B-27^. b FGF^^Ne u r o b a s a 1 B-2 7 iz^mt. SIV 

Hum> 5%Buf^co2 1 0 0 %^^^i#H^T^ ^^^MJt/io 

[0 10 9] 

fzmmi>K t:^ h h iz!^^<7:)^^ttz^0ri<omm^w^mm-^t^^tL 

^^Vrmmmm^^^^^^M CCUal Fibrillary Acidic Protein (GFAP 

) ] (D§tm^m^fzo 

[Olio] 

RUMM L fznm^mm^X^^G F a P I^^O r X b n -9- ^ h t L T is 19 . 
NFtc{i^14-t?^^^i:^ct.:^.^^ mi 6Jc,T^i-J;^frC. an^-^sfP 

T'{4. TXhn-9-^ >^W«^Mv^^9^lKL7^:S^^^mGFAPtjL^^lci»)^fe$tL 



tbiiE#2 0 0 3- 3059070 



#512 0 0 2- 1 8 2 3 8 6 ^-Z^ : 3€ 



[0 1 1 U 
[0 112] 

i^^iz^ 2ml<7)PBS'S:^ijpL. 3 7X:X5»m^ ^^sl^- Y LtZo 

M t (Di^mii'^ < * o fz^mnmi^^ \£-< yy-4>^i,zxy)m^^L. 7 o o x g 
x5^m(oM^(.-^^mzX':>x. mw^^mm.^mj\^Lfzo ov>t\ mmnrnm^ 

mDuLxmmu ^m^m&M^^-htfz3 5mmr^ yi^suizmmLtzo 
(omwz. mi 7iz^-rxdiz. mmm4xnhtifznmnmmit. mmm 

[0 113] 

mmm^ ^^^'^Ltznmw^mm.i)^tD(D^mmm,^<D5^i\: 
^nm% tw\m<D^mxn^mmm.^mmLfzo nhfitzwimmm^. 1 0 

% (v/v) DMSO/9 0% (v/v) FCSJ3)1-^U T^-^y^)- 

^-^^ -?>Qx:xm.mm-Lfzo 

[0 114] 

Mt/tCDMEM5ml ^^iDL. 7 0 0 Xg, 5 ^^O^.i:>^g|^^T^^ ^ - t 



tbiE# 2003-3059070 



#iI2 002-182386 



■to 

[0 115] 

m ^ L . &mmzmm l r i- ^ ^ a: ^^^x- ^ ^ ^ t ^ o 

[0 116] 

mmm i o m^^mm 129s vmmW(Dnmmm^<D^it 

« (^^mi 5. i<B^mmW^^^±^m [3>h^>(KontgenF.)^, In 
t. Immunol., 5:957-964. (1993): ^i; -feXMaUssen M.) EMBOJ., 12:43 
47-4355., (1993)] ^rfflv^T. *JiB^»J 1 3 i: (S|#o^«^#tr^MkM^^ 

[0 1 1 71 

m 1 9 iC^tJ: ^ 13. ^^»«-e^«:^«:^:ff i:^ 1 2 9 S 

^«:^«B#(7)^«k«:. ft$^^«2 0ng/ml b F G F ^#tf N e u r o 
basal B - 2 7 {C^c^f ^ ^bKi^V)^ #^#*IBI&(7)^^^.51 1=,=^^ ^ ^ 

[0 118] 

11 - ^ ^ ^')vm^^mm ( c m k - 6 ) .o#^^fla^(;>^>fb 

:^^^'^Hf;i.J:J)#i2:t7^c^tt#«;^OCMK-6 [;^a.^';(Suemori. H. 
) <b. Dev. Dyn., 222:273-279. (2001)] i^K v^;^JEtt|^^J3^t TOtz. r;^ 



tbiE# 2003-3059070 



^m. 2002-182386 ^-i^: 38/ 



[0 119] 

^»S«13. 3% (w/v) FCSi: 1 03 U/m 1 LIF^^^tfDME 

m: F-1 2 (1 : 1) -^^mLfzo mm^.mi. 3 rr. 5% CO2 -e^o 

[0 12 0] 

4'T-l 0~2 Olson n--^f^^^^t /Co 
[0 12 1] 

[0 12 2] 

mmmxi, cMK-6 scs<Di^^ ^*m±'th(D\zm^^m\^fz. 

[0 12 3] 

ij=.^^^^)vm'mmm. (cmk-6) (^scsw^mmzm^^bini^mmmm^ 

i:0?I>g-%4'T»l 0-12 H^^^«m. @^L. v^>^<7)t#^t isi;jttc^ 
CS^M^^lfetC^^^-^. 7-1 oamtc^jtLT^/cmtCov^T. ;ts>^^. 



tIilE#2 003-3059070 



2002-182386 



■^->^ : 39/ 



[0 12 4] 
[0 12 5] 

1 B @ tcisit^ S C S;5lO''^(7)^a.^e^i||^0^tc J: 0||^L/c«§ 
:i:^lil2 1 tc^-to 
[0 12 6] 

[0 12 7] 

tTt. *•=^^^■^f;^jEtt##fflfla(^CMK-6;0^lb^#?>tL7^:SCS;&-^>^^LT 

< ^^^mi,zisn^nmi^mmn<D^^mm^^mz^^^x. m$mmm i tc 

2 iCi^f o 

[0 12 8] 

M^m^ tz^m^m izx-^x. - ^ c m k - 6 mmw i> mm ^nm^i 

[0 12 9] 



ffiiE#2 003-3059070 



2002-182386 



^-i^: 40/ 



[0 13 0] 

1 2 dlfe^^ilOj^fW 
[0 13 1] 

^^i\:<r>B.'mmm.^. st-c. ^^4^5% C02. 1 0 0 %^jd?m^h^t 
^ AB^n-mmmx^xscs-^w^m.^^. 37t:. ^^^-so^ C02. 100 

[0 13 2] 

fzmmm.(D^fim2 om^-h. mm<7):fjmxmRi^A^mmLfzo n^fitzm 

[0 13 3] 

^*5. y^-fv-iiLr. Oct-4 (ES«#Wofe¥^JfPH^) . Pa 

x-6 mmmmmmi<zw^<Dmw^mmm'T') . nf-m. Nurr 

1 (K-/N-$ >ci^-n>Ov-;^7~) , TH. GATA4 (l*lJKm<^)-7- ?!7 - 
) > Brachyury , -9-^ j 7 (^ffiH^ 

[0 13 4] 

mxn h i^lfzmmM homx. gapdh \zniB-r^m)^<^ p c r m^<D^-b\ 

^L<^^4<7)cDNA=Sr^M^ t. HtTlBT'^^ "7^ ^^ffiv^TO c t-4 (2 4 
. Pa x-6 {3 0'^^^}V) , (2 6^^^?V) , NF- 

M (3 0-9--f :J^;l') , Nu r r 1 ( 2 6 •^-'f , TH (3 0-9-^^;V) , G 
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#112 0 0 2 -1 8 2 3 8 6 ^^.v 

ATA4 (30-9-^^;V) . Brachury (30-9-^^;W ^Xfp~r^^ 
> (2 2^^^JV) <D^tL^fHz^,.x. PCR^:?f^^o7-o PCRW^v;i. 
rn «7 T ^ 9 5 1: 1 5#^: 5 8 'C 3 0#t 7 2 t: 4 5#fc ^ 1 -^-^r ^ ;v t 

10 13 5] 

®23tc^^J:^lc. (V->1) tc*5v.T^tm^tL^0c t-4 

{±> f^^scs (i.->2) T^Mi^L. mscs-cnmiz^itt^^m 

S O^p^T ^> f&^;6.'^ < Ci 1 o X ^ ><7)|&?|y n r ^ ;wi. 

H2^C>^^Ofer^H:?.<7)Nu r r 1 -^tL^tt^^S C S ,i^t>^*S C 

[0 13 6] 

«2BBt4B@0SC SRX^mm^mk2 B i i: 5 H B(^)mM<7>-ett-rti4 
[0 13 7] 

ov^T% GAPDH, Oct-4. ^■^:^^>RZ/TH<DmRN AM^m^-t^ 
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0 0 2- 1 8 2 3 8 6 : 42/ 



J:»)im^OGAPDH. Oct-4. ^^:^^>RX/Tli^firfi<DmRN A<D 

. GAPDH<7)fiT'#JJ9. Oc t-4/'GAPDH. ^-^^^f^^/G AP DH. T 
H/GAPDHi:LT^itatj:^^l&^a>l:^.6. ^i*tfi1;:^^^J^»c7)S^ft 

[0 13 8] 

SOS -cMmz^tm^m t^.mmscs omm^ i> ^ma^m < ^ t ^^'^b^s^^ „ 
;^ ^ > o^my n 7 r ^ ;Hi . nmmmu^tA. t'A.^m LmmmK 

T HtS^ S C S S C S t-C V. < ic^Jfeo xm^^§tm^ 

[0 13 9] 

mzM^m^ixfznm^mmizx^i^, :wmm^mm. -^mmm. mmmmzn-r 
omtitzm^^m-t^o ^^t,z^ ^^m<Dn^mmizxfn^^ wi^imm. ^ 

^i&ffi. nmmm^<Dwmmt\.^dmtifzm^t:mt^o ^^iz. :^§tm<Dvv 
rmmizxfiit^ nmmm. nm^mmtmmzmmLx^mmm(D^itm,M^ 
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2002-182386 



: 43 



imi] 

m^m^^fz'^^M^'^nmm (hk^) nn-^ (scs) tcov^r. nmn 

[112] 

Nikon 1±^oiE3z:^7feliaii^fflv>fCo ^^°%;^A^i. SCS<^ 

mi^limft^r^L. /^•:f.;^B(i. i5Li5' ^ ;^III ViiL^lCJ;^^^ 

m^^feft^^-fo X^-;i./N^-{i, ^Qfjim^m-To =&i3. HI 2 lc*t^&-t-;g>^ 

[HIS] 

MT« 4 0 t/i S C S lCi3tt^^'fbM^^^-<^cMm=&^i-|llT-^^ 

■feft=^r^U /^•^'^;^C{±. tit^^-n :7 ^ ^ > h (nf) tJt^tc J: ^^^^^ 
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#^2002-182386 ^-c? 

[il4] 
[US] 

Cti. tiL^nv^Tfcmfb^^ (TH) j^t#lcj:^^5g^^^>fe^^^L,. 
[116] 

m6i±. mmttzscs i<zi^if^^mm^s^mmm(7>mmt:m^fzm^^ 
^i-m-e^^o 'tis. mmKii. jE^^%mmm^m\^-fzo ^^^-^jvah. 
^^^mmmmm (gad) mmz^^^^^nytm^mmL. ^n°^w^b{±. 

[EI?] 

Hiyfi. n';>T-t^;vh^>x-7^7--fe* (ChAT) <7)|§^^|i^/-^^ 

«r^i-iiit:^)^o mmizit. lE^m^mmm^my^-fzo ^^^)vai±. mc 

hAT*iL#:ic<t^^^^^^-feft^^L. /N-:t-;VB{i. tnlNFtnl^lc i ;|>^^^ 

[ins] 
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S2 0 0 2- 1 8 2 3 8 6 ^ 

EI8i±. SCS^r^ii^U :6^o^«fSi:LT. b F G F ^^t>N e u r o 
basal B-2 7«:Wc^i^OSCS^M^f^|t^^^-^Ig,^.^^^ 

[1119] 
[Ell 0] 

miO^t. bFGF^^trNeurobasal 
^^^-li-^ S C S tz^^tt^ B r d ^<^^^^^-&Xf^7.^:.<7,^^^^^:^^^ 

[mil] 

t-o ;^^-;wN'^{i, 5 0/.m^^-t-o ^^ib\ mi nzi^mi-ih^mmmmm 
[mi 2] 

^-fmr-^^o .^•%;^A^i. b FGF^^trNe u r o b a s a l B- 
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#M2 0 0 2- 1 8 2 3 8 6 ^-i^ : 4 



^iMft^TKi-o 50jumt:mto 1^ 1 2 

[HIS] 

<o^mm^fz^Mi:^-rmx^^, m^. ^N-^;vAt±. ^m^^^mL. ^^^^ 

i-o 2 0//m^^-t-o =&*.\ EI 1 3 mJS-r^^^^EIM#B.s 

[11141 

^-t-o ;^^^;WN'^{i. 2 0^in^,T^1-o EI14m^&i-^^K*|gIM# 
[HIS] 

2o^m^^i-o mi 5iznjB-r:s>^MmmmmmwMtLx. mm^ 

[0161 

^i^Bit. mAtmcmnz^if:hmGFApm^i>zx:h^mmyt'^'^i^^7FL. /^•T> 
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_#M2 0 0 2- 1 8 2 3 8 6 . ^--y: 47/ 



;^>5r-;i,ysr^(i^ 2 0/£m=Sr^i-o ?fci3. EI 1 6 t3StfDi--2,^K*llI®#Bs^^ 

[m 1 7] 

^>;^B(i. *iLTH*fi:#:CJ:^^^m^^^ft=^^t. /N-^>;l.C(i. A .i:^^• 

[1^1 8] 

L. /N'^.;i.D{i, ^^•^'>;^A^:/^•^.;^B^:(^-ms*^t^^fo ;^^-;vy^'-{i. 

[mi 9] 

mi 9{i. r|Tm$*Lrv.;g>Ktt#^JJ&#S:^ (1 2 9 S vm;^) lcov>T. 

[m2o] 

m2 0 ti. -A^^^^jucMK- 6 t3i3lt^ S C S *ftML7-B#0;T.Xf->o 
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#112 0 .0 2- 1 8 2 3 8 6 _ ^-i/ : 48/E 



[1112 1] 
102 2] 

1112 2(i. '^-^^^'jm^^mm<DCMK~6^-it>ni:^tit:scs7!)>hmM 

[132 31 

t#?>*tfc«M<JO$g^^r^i-, ;^i5. 1112 3lcMJ;L.i-^^K^IlIM#BSffl¥*^: 
[1112 4] 

«r^f®T'^^o Oc t-4. :7>X^> (H^., Ne s t i n) RlfTH^tir 
^(Om^. GAPDHOiTSiJf). Oc t-4/GAPDH, ^>X-^>/GAP 
DH. TH/^GAFDHtLT^B^tfitj^^^i^^ie). $e>t;, ^e^J^H^fi 
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1/ 



[m2] 
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[1119] 
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002-182386 



"^^ V : 10/ 



[HI 0] 
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miE# 2 0 0 3 



-3059070 
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miE#2 0 0 3- 



3 0 5 9 0 7 0 
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mmw 2 0 0 3 



-3059070 



[Iil2 1] 



002-182386 
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[IIi2 3] 



#M 2002-182 3 86 



Oct-4(24) 

Pax-6 (30) 
Nestin (26) 
NF-M (30) 

Nurri (26) 
TH (30) 



GATA4 (30) 
Brachyury (30) 

Cytokeratin 17 (30) 

P-Actin (22) 
GAPDH (20) 






^-i^ : 24/E 



UT) trj in Lo o 

o o 
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mm 2 0 0 2- 1 8 2 3 8 6 v : 1/E 



mm] 
mm] 

vmm\ ^ L 
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Wm 2002-182386 

m m A m m m m 



1 . ^M^J^ B 

ft m 



[000002956] 
1990^ 9B20B 
^ISlt:»cKTlT*^E7t^|ilT3Tg 2#1 0-^ 

2003^ 4 B 2B 

■xmm±mi^^^Km.mmzTu 2#i o-^ 
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m m A m m m ^ 



[502226162] 
2002i^ 6^240 

^^^^^^ 

#± JiRJfl 




1. ^M^^B 



^ #m 2002-182386 

m m A m m m m 



[502226173] 
2002^ 6^245 



